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ABSTRACT Normal mammalian fibroblasts undergo a
limited number of divisions when cultured in vitro before
entering a state of replicative senescence. The molecular basis
for the determination of the finite mitotic potential is not
known. Nevertheless, simian virus 40 T antigen, among other
oncogenes, is able to prevent senescence in rodent embryo
fibroblasts. T antigen immortalized cells are dependent upon
this protein for maintaining growth once their normal mitotic
life span has elapsed. Even though the mechanism that
measures the finite mitotic potential of rodent fibroblasts is
not known, it has been shown that it continues to function
normally in the presence of this immortalizing gene. Accu-
mulation of cyclin-dependent kinase inhibitors such as
p21Waf1/Cip1/Sdi1 could potentially be a component of the mech-
anism that determines the finite life span. Here we show that
accumulation of p21Waf1/Cip1/Sdi1 does not correlate with this
biological counting mechanism, but we have identified p24, a
p21Waf1/Cip1/Sdi1-related protein, whose accumulation does cor-
relate with the measurement of the finite proliferative poten-
tial of rodent embryo fibroblasts and suggest that sequestra-
tion might be a mechanism by which its activity is regulated.

Normal mammalian fibroblasts cultured in vitro undergo a
limited number of divisions before entering a senescent phase
in which they can be maintained for long periods but cannot
be induced to divide (1–3). While the mechanism that regu-
lates the finite proliferative potential is not known, it has been
suggested to be limited either by random accumulation of cell
damage or by a genetic program (4–6). The cell damage
hypothesis suggests that as cells divide they randomly accu-
mulate mutations, karyotypic changes, and other forms of
genetic damage which lead to changes in the expression of
positive and negative regulators of cell growth or to a predis-
position to karyotypic instability, resulting in loss of prolifer-
ative potential (4, 5). The processive loss of telomeric DNA
and other essential sequences from the ends of chromosomes
has recently been proposed to contribute to senescence (7, 8).
Even though human diploid fibroblasts in culture loose about
50 bp of their telomeric DNA per population doubling, it
remains to be directly demonstrated that the finite life span is
measured by this progressive shortening of telomeres (8). The
genetic program hypothesis suggests that an internal biological
clock measures the finite life span so that upon its completion
cells cease dividing and enter into the postmitotic state of
replicative senescence (5, 6, 9).
Even though senescence has been extensively studied, the

underlying molecular basis for the entry into this state is not

known. In rodent cells it can be overcome by the expression of
viral and cellular immortalizing genes (10, 11). Simian virus 40
T antigen represents one such example; it is able to induce both
rat and mouse embryo fibroblasts to divide indefinitely (12–
14), but such cells are absolutely dependent upon it for
maintaining growth (15). Inactivation of T antigen results in
the cells undergoing a rapid and irreversible growth arrest and
entering a state that mimics senescence (15, 16). We have also
shown that mouse embryo fibroblasts, only become dependent
upon T antigen for maintenance of proliferation when their
normal mitotic life span has elapsed and that the biological
clock that measures the mitotic potential continues to function
normally in the presence of this immortalizing gene (17). These
results strongly suggested that random accumulation of cell
damage was unlikely to be the factor that limits fibroblast
division but supported the hypothesis that senescence was
regulated via a genetic program.
The genetic program could potentially involve components

of the mitotic cell cycle. This is considered largely to be
regulated by cyclin-dependent kinases (Cdks), originally iden-
tified in yeast as genes whose inactivation causes cell cycle
arrest (18). Activation of Cdks is complex and involves phos-
phorylationydephosphorylation of Cdks themselves, binding
to cyclins and inhibition of kinase activity by association with
a family of molecules known as the Cdk inhibitors (19). One
such inhibitor, p27Kip1, inhibits cyclin Eycdk2 and cyclin
Aycdk2 kinase activities and is induced in response to trans-
forming growth factor b and by contact inhibition (20, 21).
This protein shares homology to another Cdk inhibitor,
p21Waf1/Cip1/Sdi1, in the region involved in binding to cyclinyCdk
complexes (22). P21Waf1/Cip1/Sdi1 was identified as a gene tran-
scriptionally up-regulated by wild-type p53 (23) and by virtue
of its interaction with cdk2 in a yeast two-hybrid screen (24).
Because transfection of p21Waf1/Cip1/Sdi1 into cells inhibits DNA
synthesis, it has been proposed that the growth-inhibitory
function of p53 may be mediated via this protein (23). It also
binds proliferating cell nuclear antigen (PCNA); because
PCNA is a component of DNA polymerase d, it has been
suggested that this interaction may promote DNA repair (25,
26). P21Waf1/Cip1/Sdi1 was also isolated as a gene that was
up-regulated when human diploid fibroblasts underwent rep-
licative senescence and thus proposed to be a component of the
mechanism that limits their finite proliferative potential (27).
Thus our goal was to investigate whether p21Waf1/Cip1/Sdi1 was

involved in regulating the mitotic life span of rodent embryo
fibroblasts. We began by determining whether it was up-
regulated when the conditionally immortal tsA58 T antigen
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derived rat embryo fibroblast (REF) cell lines undergo senes-
cence. Next we analyzed cultures of REFs as they underwent
senescence upon serial passaging. H-2KbtsA58 embryonic
fibroblasts were also studied because we have previously used
these cells to show that the measurement of the life span
continues normally in the presence of T antigen. We have
found that accumulation of p21Waf1/Cip1/Sdi1 does not correlate
with the biological counting mechanism but have identified a
protein p24, related to p21Waf1/Cip1/Sdi1, whose accumulation
correlates with the measurement of the finite proliferative
potential.

MATERIALS AND METHODS

Cells and Cell Culture. tsa14, tsa129, and SV4 cells were
maintained in DMEM supplemented with 10% (volyvol) fetal
calf serum, 2 mM glutamine, 100 unitsyml penicillin, and 100
mgyml streptomycin. REFs were prepared from 13-day-old
Sprague–Dawley rat embryos and grown in the same medium.
Mouse embryo fibroblast cultures were prepared from 12- to
13-day-old embryos from transgenic homozygous H-2KbtsA58
males3 normal females (TMEFs) and normal males3 normal
females (NMEFs) and grown in theDMEMwith 10% fetal calf
serum, 2 mM glutamine, 100 unitsyml penicillin, 100 mgyml
streptomycin, and 10 unitsyml of recombinant murine g-in-
terferon (IFN) when appropriate. TMEFs and NMEFs were
serially passaged as described (17). All media and components
were obtained from GIBCOyBRL. Mice were killed in accor-
dance with Home Office Regulations.
Isolation of the Rat p21 cDNA. The rat p21 gene was isolated

by screening a l ZAP cDNA library prepared from mRNA
extracted from tsa14 cells 72 h after a shift up to 39.58C using
a probe specific for the rat p21 gene. The probe was a 250-bp
PCR fragment amplified from the same library using oligo-
nucleotide primers designed from human and mouse p21
nucleotide sequence; the oligonucleotides were 59-CTAGG-
GCTGCCCAAG-39 and 59-TTTGGAGTGGTAGAAATCT-
GT-39. The 250-bp fragment was labeled by random priming
and used to screen the library. Ten positive clones were
obtained, plaque purified, and sequenced.
Preparation of Glutathione S-Transferase (GST)–p21 Fu-

sion Protein. The full-length rat p21 coding sequence was
inserted in frame into the bacterial expression vector pGEX2T
(Pharmacia) and used to overproduce and purify the GST–p21
fusion protein by standard procedures.
Western Blot Analysis. Preparation of protein extracts and

their analysis by immunoblotting was performed by standard
procedures (28).

Immunoprecipitation Analysis. Cells were lysed in RIPA
buffer (0.15 M NaCly0.01 M TriszHCl, pH 7.2y1% Triton
X-100y0.1% SDSy1% sodium deoxycholatey5 mM EDTA)
containing 50 mgyml leupeptin, 100 mgyml aprotinin, 100
mgyml phenylmethylsulfonyl f luoride, and 50 mM NaF. Equal
amounts of protein were immunoprecipitated using appropri-
ate antibodies, and the immune complexes were collected
using protein A-Sepharose. The immune complexes were
washed several times before boiling in 63 sample buffer (0.35
M TriszHCly10.28% SDSy36% glyceroly0.6 M 2-mercapto-
ethanol) and fractionated on a 10% SDSypolyacrylamide gel.
The fractionated proteins were transferred to Hybond C and
blotted by standard procedures.

RESULTS

Identification of p24.Analysis of p21 mRNA has shown that
it is up-regulated about 2- to 3-fold when REFs undergo
senescence (16). It is also up-regulated when conditionally
immortal cell lines derived by immortalizing REFs with the
thermolabile tsA58 T antigen undergo senescence (16). To
determine whether the increase in the level of mRNA affected
the level of protein, crude extracts from two conditionally
immortal cell lines (tsa14 and tsa129) were analyzed by West-
ern blotting. To control for changes in expression due to the
different growth temperatures, protein extracted from SV4
cells that proliferate at both 338C and 39.58C (15, 16) was
analyzed. Extracts were prepared and immunoblotted using
p21-specific antibodies; CP74, 471, and 472. Even though the
increase in protein was less than the increase in mRNA (16),
a 2- to 5-fold increase was consistently observed in the tsa cells
using CP74 and 472, upon inactivation of T antigen (Fig. 1).
However, 471, which immunoblots GST–p21 fusion protein
and immunoprecipitates p21, unexpectedly detected a protein
(designated p24) that migrated slower than p21 and its level did
not change upon inactivation of T antigen.
Accumulation of p21, p24, and p27 upon Serial Passaging

of REFs. To distinguish between the possibilities that p24
was a modified form of p21, or that p24 was p27Kip1, protein
extracts prepared from serially passaged REFs were ana-
lyzed for p21, p24, and p27. p24 was reproducibly up-
regulated (Fig. 2); it was undetectable in extracts prepared
from cells before plating (t0) and reached a maximal level
corresponding to the onset of senescence. Expression of
authentic p21 was also increased upon passaging, but the
increase occurred earlier and reached a plateau well before
the cells stopped dividing (compare CP74, 472, and 397 with
471 in Fig. 2). In contrast, p27 declined from a high level in

FIG. 1. Expression of p21 by Western blot analysis. Total protein (30 mg) extracted from tsa14, 129, and SV4 cell lines cultured at 338C and
at 39.58C were analyzed by immunoblotting using CP74, a mAb specific for p21 (lanes 1–7; provided by E. Harlow, Massachusetts General Hospital).
Two affinity-purified rabbit polyclonal peptide antibodies, 471 and 472 (purchased from Santa Cruz Biotechnology), were also used to analyze
extracts prepared from tsa129 cells (lanes 8–12). Enhanced chemiluminescence system was used for detection. The GST–rat p21 fusion protein was
used as positive control. Surprisingly this fusion protein is recognized by the 471 antibody whereas endogenous p21 is not detected.
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t0 cells to a lower level in senescent fibroblasts (Fig. 2), and
thus p24 was unlikely to be p27.
Accumulation of p21 and p24 upon Serial Passaging of

Mouse Embryo Fibroblasts (MEFs). Because p24 accumu-
lated upon passaging of REFs and its level was unaltered upon
inactivation of T antigen in tsa129 cells, it raised the possibility
that p24 might be a component of the biological clock that
measures the mitotic potential of rodent embryo fibroblasts.
To explore this possibility we used H-2KbtsA58 MEFs, a
system in which expression of tsA58 T antigen can be regulated
at the level of transcription as well as temperature (17, 29).
TMEFs and NMEFs were prepared from 12- to 13-day-old

embryos and serially cultivated in the presence of mouse g-IFN
at 338C until NMEFs ceased dividing. Under these growth
conditions TMEFs yield immortal cultures that can be pas-
saged indefinitely whereas NMEFs stop dividing (17, 29). A
gradual accumulation of p24 with a peak around P6 when the
NMEFs ceased dividing was observed in both NMEFs and
TMEFs (Fig. 3a). As for the REF cultures, the increase in p21
expression occurred more rapidly and reached a steady state
earlier; the maximum level of p21 in TMEFs was lower that in
NMEFs (Fig. 3a), an unsurprising result since p53 is com-
plexed by T antigen.
Because TMEFs and NMEFs grown at 39.58C exhibit the

same finite proliferative potential, the passaging experiment
was repeated and protein extracts were prepared and analyzed.
p24 accumulated with the same kinetics in both TMEFs and
NMEFs at 39.58C (Fig. 3b). It also accumulated in TMEF
cultures serially cultivated at 338C plus g-IFN and reached a
maximal level when NMEFs ceased dividing. This was fol-
lowed by a reduction in the level of p24 to a steady-state level
that did not change upon further passaging and also upon
inactivation of T antigen (Fig. 3c). This profile of p24 expres-

sion correlated remarkably well with the growth kinetics of
these cultures. When TMEFs are cultured at 338C in the
presence of g-IFN, there is always an initial rapid growth
period that is followed by a small but reproducible decline in
the growth rate to a relatively constant level (17). Interestingly
the decline in growth rate occurs at about the same time as
NMEFs cease dividing and express the maximal level of p24.
In other experiments where NMEFs ceased dividing later (P6),
the peak of p24 occurred later at P6, and the steady-state level
of p24 was not achieved until passage 11 (data not shown). In
this experiment Western blot analysis for T antigen showed
that a steady-state level of T antigen was attained by passage
4 (data not shown). After 12 passages, inactivation of T antigen
did not alter the level of p24 but p21 was up-regulated (Fig. 3c).
P24 Is Not a p21 Gene Product. To unequivocally determine

whether p24 was derived from the p21Waf1/Cip1/Sdi1 gene, pro-
tein extracts prepared from p212y2 MEFs (30) were ana-
lyzed. Results presented in Fig. 3d show that although p21 was
undetectable in these cells, p24 was present at levels compa-
rable to TMEFs and senescent NMEFs. Thus p24 is not a
product of the p21Waf1/Cip1/Sdi1 gene.
T Antigen Is Coimmunoprecipitated by 471 But Not by

Other p21 Antibodies. We have found that antibody 471
coprecipitates T antigen. Unlabeled extracts prepared from
growing tsa129 cells were immunoprecipitated using antibody
471 and analyzed by immunoblotting with a mixture of T
antigen-specific mAbs (419 and 416; ref. 31) or a p21 specific
monoclonal antibody (SX118). Because T antigen is known to
be complexed to p53 (32, 33), extracts immunoprecipitated
with 421, a p53-specific mAb (31), were analyzed as a positive
control. Two antibodies that immunoprecipitate authentic p21
(SX118 and 397) and a p27 antibody (528) were included as
controls. The results in Fig. 4a show that 471 coprecipitates T
antigen whereas antibodies that precipitate either p21 or p27
do not coprecipitate T antigen. This can be competed by an
excess of the immunogenic peptide (Fig. 4b). Antibody 471
also immunoprecipitates authentic p21 which can be detected
by SX118 (Fig. 4b). Because there is no homology between the
471 peptide and T antigen, it suggests that T antigen was
precipitated as a consequence of interacting with a protein
recognized by 471.

DISCUSSION

Here we have undertaken an analysis to determine whether the
Cdk inhibitor p21Waf1/Cip1/Sdi1is a component of the biological
clock that measures the finite proliferative potential of rodent
embryo fibroblasts. We have found that accumulation of p21
does not correlate with the biological clock but have identified
p24, a protein that accumulates when rodent embryonic fibro-
blasts are serially passaged in vitro both in the presence and
absence of T antigen. The timing and pattern of accumulation
of this protein also correlate very closely with the counting
mechanism that measures the finite proliferative potential of
these cells. p24 shares some homology to p21Waf1/Cip1/Sdi1 since
it was identified using an affinity-purified p21 antibody but is
not a product of the p21Waf1/Cip1/Sdi1 gene. It may also be
present in a complex with T antigen. These results suggest that
p24 may be a component of the biological clock that measures
the finite life span of rodent embryo fibroblasts and that its
activity may be modulated by sequesteration.
Identifying the mechanism that regulates the proliferative

potential of normal cells has important implications for study-
ing a variety of processes such as aging and cancer. Even
though the molecular mechanism is not understood, recent
work showing that cell lines conditionally immortalized with T
antigen undergo senescence upon its inactivation (15, 16) and
that measurement of the finite life span continues in the
presence of T antigen (17) has suggested that the loss of
proliferative potential may involve two processes: a biological

FIG. 2. Protein analysis in REFs upon serial passaging. REFs
prepared from 13-day-old Sprague–Dawley rat embryos were pas-
saged at 338C every 4 days until they ceased dividing. Total protein
extracts were prepared, and 30 mg of protein was analyzed by Western
blotting using a variety of antisera against p21 (CP74, 472, and 397),
p24 (471), and p27 (528). Results obtained from two independent
experiments are presented; the cultures ceased dividing at passage 4
(P4) (Left) (lanes 1–4) and at passage 3 (P3) (Right) (lanes 5–8).
Cultures were considered senescent when the cell number did not alter
upon replating. t0 extracts were prepared from cells before plating.
Antibodies 397 and 528 are affinity purified rabbit polyclonal peptide
antibodies purchased from Santa Cruz Biotechnology.
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clock that counts the number of divisions that a cell undergoes
and entry into the postmitotic state of senescence (16). Ac-
cumulation of inhibitors of cell division has long been postu-
lated as a mechanism for regulating the finite life span (35).
The Cdk inhibitor p21Waf1/Cip1/Sdi1 was recently proposed to be
involved in regulating the proliferative life span of human
diploid fibroblasts because it was found to be up-regulated in
senescent human diploid fibroblasts and inhibited DNA syn-
thesis upon microinjection into young cells (27). It is also
transcriptionally up-regulated by p53 (23) and thus proposed
to be a central component of the pathway that results in growth
arrest in response to DNA damage (36) and depletion of
nucleotide pools (37). Our results show that when rodent
embryo fibroblasts are passaged in vitro, p21 does accumulate
but the maximal accumulation occurs before the cultures cease
dividing. Of course it is possible that even though the p21
protein is expressed maximally before the cells have ceased
dividing the protein is not fully functional but requires other
posttranscriptional modifications to become inhibitory. How-
ever, when expression of p21 was analyzed in H-2KbtsA58
TMEFs, we found that the level of p21 was much lower than
NMEFs, and this level is up-regulated upon inactivation of T
antigen. These results are not surprising because p21 is up-

regulated by p53 (23) and T antigen sequesters p53 (32, 33).
However, they are consistent with those of Tahara et al. (38)
who found that the level of p21 mRNA increases during
senescence of human diploid fibroblasts immortalized with T
antigen but at a much lower level than compared with cells that
did not contain T antigen. Because we have shown that the
biological clock that measures the finite mitotic life span
continues in the presence and absence of T antigen at the same
rate (17), these results for p21 suggest that it is not a good
marker for the counting mechanism. However, because there
is a rapid elevation in the level of p21 upon inactivation of T
antigen and this coincides with cells undergoing senescence, it
suggests that p21 may be involved in regulating the entry into
the postmitotic state of senescence.
During the course of our investigations we identified a

p21-related protein, p24, by cross reaction with a p21 peptide
antibody. This protein is not a product of the p21Waf1/Cip1/Sdi1
gene. Analysis of the accumulation profile of this protein
showed that it correlated much better with the counting
mechanism; the accumulation occurred at the same rate in the
presence and absence of T antigen and correlated with the
growth kinetics of the fibroblasts. We have found that when
TMEFs are grown in the presence of g-IFN at 338C (conditions

FIG. 3. Expression of p21 and p24 inMEFs. (a) Fibroblast cultures were prepared from 12- to 13-day-old embryos from homozygous H-2kbtsA58
males3 normal females (TMEFs) and normal males3 normal females (NMEFs). The H-2KbtsA58 mice harbor the tsA58 (41) early region coding
sequences under the control of the mouse major histocompatibility complex H-2Kb class 1 promoter (29). Expression from this promoter can be
enhanced by exposure of the cells to g-IFN. Fibroblasts derived from these mice are dependent upon the presence of g-IFN as well as the permissive
temperature for growth (17, 29). Embryo fibroblasts were prepared and grown in medium containing 10 unitsyml g-IFN where indicated (17). Cells
were plated at a density of 1 3 106 cells per 10-cm dish or 2.7 3 106 cells per 15-cm dish. Cultures were serially cultivated every 4 days using this
passaging regime until the cell number obtained after growth for 4 days was the same as the number of cells plated. At this stage the cells had ceased
dividing and were considered to have become senescent. Total cell extracts were prepared 2 days after plating and analyzed for p24 and p21 by
immunoblotting using 30mg protein. (b) TMEFs were serially cultivated at 338C plus g-IFN or 39.58C in the absence of g-IFN. NMEFs were passaged
at 39.58C without g-IFN. Total cell extracts were prepared and analyzed for p24 by immunoblotting. (c) Extracts were prepared from passage 12
TMEFs cultured at either 338C plus g-IFN or after shift up to 39.58C for 3 days. Total protein (30 mg) was analyzed for p21 and p24 by
immunoblotting with antibodies SX118 and 471. SX118 is another mouse mAb specific for p21 (provided by X. Liu, Ludwig Institute for Cancer
Research, London). (d) Expression of p21 and p24 was analyzed in extracts prepared from p212y2 MEFs (30) as well as TMEFs and NMEFs.
Total protein (50 mg) was analyzed initially with antibody 471 to detect p24 and then reprobed with antibody SX118 to detect p21.
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that result in levels of T antigen sufficient for immortalization),
there is always a rapid initial phase of growth followed by a
reproducible decline in the growth rate, after which it remains
relatively constant. Interestingly, the decline in growth rate
coincides with the NMEFs ceasing proliferation. It is interest-
ing that the highest level of p24 is observed at the time when
the growth rate declines and NMEFs cease dividing. After this
the level of p24 decreases to a lower level which does not alter
thereafter even upon inactivation of T antigen. This suggests
that, if by analogy to p21, high levels of p24 are growth
inhibitory, then the finite life span is regulated by accumula-
tion of p24 and that immortalization would require modulation
of p24 activity. This could be achieved by sequestration.
Antibody 471 coimmunoprecipitates T antigen, but T antigen
is not coprecipitated by other p21 antibodies and thus is not
complexed with p21. One candidate for the protein that
coprecipitates T antigen is p24. However, this remains to be
verified because it is possible that T antigen was coprecipitated
as a consequence of its association with another protein
because antibody 471 does recognize other proteins inWestern
blots; unequivocal proof will only be obtained when the gene
has been isolated and more specific antibodies prepared.
Several important issues are raised by our data. What causes

the accumulation of p24? p21 has been shown to be up-
regulated by p53 in response to DNA damage (36) and
nucleotide depletion (37) whereas accumulation of p24 is
p53-independent. Is p24 associated with T antigen and does
this interaction involve a domain of T antigen that is required
for immortalization? Another important question that needs
to be addressed is whether this protein may be involved in
regulating the life span of other cell types and other species.
We have found that p24 is present in human fibroblasts as well
as epithelial cells (data not shown). Faragher et al. (39) have
suggested that the gene responsible for Werner syndrome, a
rare autosomal disorder, may be a counting gene that controls
the number of divisions that cells undergo before terminal
differentiation. This gene has now been isolated and predicted
to encode a helicase of 1432 amino acids (40). Because this
protein is larger than p24, it would be interesting to study the
regulation of p24 in Werner fibroblasts and determine if there
is a link between p24 and this putative helicase.
In conclusion, we have identified a protein, p24, which

accumulates when rodent embryo fibroblasts are serially

passaged in vitro. The timing and pattern of accumulation of
this protein correlate very closely with the counting mech-
anism that measures the finite proliferative potential of these
cells. This suggests that p24 may be a component of the
biological clock that measures the finite life span of rodent
embryo fibroblasts and that its activity may be modulated by
sequesteration.
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